Figure S2. RAGE and effects on fasting and cold challenge. Related to Figure 2. (A) eWAT was retrieved from
11-week old WT mice in a fed, fasted (24 hours) or 24 hours refed state and subjected to RT-qPCR for detection of relative Ager mRNA expression. The mean relative mRNA expression±SEM is reported in N=5 mice/group. Data were analyzed using an independent samples one-way ANOVA followed by a post hoc Tukey's HSD test. (B) The relative expression of fatty acid oxidation-related genes Acox1 and Cpt2a mRNA was measured by RT-qPCR in eWAT of fed and fasted (24 hours) 11-week old WT and Ager null mice. The mean relative mRNA expression±SEM is reported in N=4 mice/group. Data were analyzed using independent samples two-way ANOVA followed by post hoc Bonferroni test where appropriate. (C) eWAT was retrieved from WT mice immediately after exposure to 6 or 12 hours 4°C cold challenge and subjected to RT-qPCR for detection of relative Ager mRNA expression. The mean relative mRNA expression±SEM is reported in N=5 mice/group. Data were analyzed using independent samples one-way ANOVA followed by post hoc Tukey's HSD test. (D) Cold challenge was performed as in (C) for WT and Ager null male mice and immediately after sacrifice, eWAT was retrieved and subjected to RT-qPCR for detection of relative Ucp1 mRNA expression. The mean±SEM is reported in N=5 mice/group. Data were analyzed using independent samples two-way ANOVA followed by post hoc Sidak HSD test; ***p<0.001. In The mean relative mRNA expression±SEM is reported in N=4 mice/group. Data analysis was performed using an independent samples Student t-test. (F) Mice were housed at room temperature or 4°C for 24 hours. eWAT was immediately retrieved at the end of the study and subjected to RT-qPCR for detection of relative Ucp1 and Ppargc1a mRNA expression. The mean relative mRNA expression±SEM is reported in N=4 mice/group. Data were analyzed using independent samples two-way ANOVA followed by a post-hoc Sidak test. In this figure, *p<0.05, weeks; simultaneously, vehicle (phosphate buffered saline, PBS) or recombinant sRAGE (100 µg/day) was administered once daily for an additional 18 weeks. At sacrifice, eWAT, iWAT and iBAT were retrieved and subjected to RT-qPCR for detection of (A) Ucp1, (B) Cidea, (C) Ppargc1a and (D) Dio2 mRNA expression. The mean relative mRNA expression±SEM is reported in N=5 mice/group. Data were analyzed using independent samples Student t-test. (E) Representative images of eWAT, iWAT and iBAT stained for UCP1 after 18 weeks HFD and treatment with PBS vs. sRAGE. Scale bar: 100 µm. (F) Primary adipocytes were differentiated from eWAT SVF of WT mice and incubated with vehicle or RAGE ligand CML-AGE (300 µg/ml) for 16 hours alone or with NE (2 nM) for the final 6 hours of incubation. RT-qPCR for detection of relative Ucp1 or Ppargc1a mRNA expression was performed. The mean relative mRNA expression±SEM is reported from cells originating from N=5 mice/group. Data were analyzed using independent samples one-way ANOVA followed by a post hoc Tukey's HSD test. In this figure, *p<0.05, **p<0.01 and ***p<0.001. intensities were normalized to the respective total HSL or total p38 MAPK, as indicated, and the relative fold change is presented. The mean fold change±SEM is reported in cells derived from N=4 pooled mice/group in three independent experiments with at least two to three replicates per experiment. Data were analyzed using independent samples one-way ANOVA followed by a post hoc Tukey's HSD test. (D) Floating adipocytes were retrieved from the iWAT of WT or Ager null mice fed a HFD for 3 months and were subjected to RT-qPCR for detection of relative Lipe mRNA expression. The mean relative mRNA expression±SEM is reported. Data analysis was performed using independent samples Student's t-test. (E) C3H10T1/2 cells were differentiated into adipocytes and treated with vehicle, CML-AGE (300 µg/ml) for 75 minutes alone or after pre-treatment with the RAGE inhibitor (1 µM) for 30 minutes and with CL316,243 (10 µM) for 15 minutes. Cells were lysed and Western blotting performed for phosphorylated ERK MAPK, total ERK MAPK and GAPDH. Band intensities were normalized to total ERK and the relative fold change is presented. The mean fold change±SEM of at least three independent studies with at least three technical replicates per experiment is shown. Data were analyzed
